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Physiological noise correctionPrevious studies have reported low repeatability of BOLD activationmeasures during emotion processing tasks. It
is not clear, however, whether low repeatability is a result of changes in the underlying neural signal over time, or
due to insufﬁcient reliability of the acquired BOLD signal caused by noise contamination. The aim of this study
was to investigate the inﬂuence of “cleaning” the BOLD signal, by correcting for physiological noise and for
differences in BOLD responsiveness, on measures of repeatability.
Fifteen healthy volunteers were scanned on two different occasions, performing an emotion provocation task
with faces (neutral, 50% fearful, 100% fearful) followed by a breath-hold paradigm to provide a marker of BOLD
responsiveness. Repeatability of signal distribution (spatial repeatability) and repeatability of signal amplitude
within two regions of interest (amygdala and fusiform gyrus) were estimated by calculating the intraclass
correlation coefﬁcient (ICC).
Signiﬁcant repeatability of signal amplitude was only found within the right amygdala during the perception of
50% fearful faces, but disappeared when physiological noise correction was performed. Spatial repeatability was
higher within the fusiform gyrus than within the amygdala, and better at the group level than at the participant
level. Neither physiological noise correction, nor consideration of BOLD responsiveness, assessed through the
breath-holding, increased repeatability.
The ﬁndings lead to the conclusion that low repeatability of BOLD response amplitude to emotional faces ismore
likely to be explained by the lack of stability in the underlying neural signal than by physiological noise
contamination. Furthermore, reported repeatability might be a result of repeatability of task-correlated
physiological variation rather than neural activity. This means that the emotion paradigm used in this study
might not be useful for studies that require the BOLD response to be a stable measure of emotional processing,
for example in the context of biomarkers.
© 2013 The Authors. Published by Elsevier Inc. Open access under CC BY-NC-ND license.Introduction
Functional magnetic resonance imaging (fMRI) is a widely used tool
for studying emotion in the human brain. Recent research in this area
has highlighted the crucial role of the amygdala in the experience
of emotion (Costafreda et al., 2008; Phan et al., 2002). Activity in the
amygdala, measured through BOLD fMRI, has been suggested as a
biomarker for different psychiatric disorders (Phillips et al., 2003). The
assumption underlying the proposed biomarker is that the signal
change measured in the amygdala is sufﬁciently strongly driven by
inter-individual differences in neural activity induced by experimental
challenges compared to other sources ofﬂuctuations, or noise. However,hiatric Genetics and Genomics,
nces, Cardiff University, Hadyn
. Open access under CC BY-NC-ND licprevious studies have reported low repeatability of amygdala BOLD
responses during emotion provocation (e.g. Johnstone et al., 2005;
Manuck et al., 2007; Plichta et al., 2012), arguing against the suitability
of this measure as a biomarker.
In order to obtain a quantitative estimate of repeatability, the
intraclass correlation coefﬁcient (ICC) is used most commonly (Caceres
et al., 2009; Shrout and Fleiss, 1979), which reﬂects the ratio between
the data variance of interest (inter-subject BOLD differences) and the
total data variance. One way to use the ICC in the context of brain
imaging is to extract the mean percent signal change from repeated
measures in an area of interest and calculate the ICC for the obtained
values, estimating repeatability of the signal amplitude (e.g. Johnstone
et al., 2005). Another approach is to obtain spatial ICCs for particular
regions of interest (ROIs). In this case, each voxel within the ROI is
considered during ICC calculation, and for each participant, a single ICC
is obtained. These ICCs reﬂect the repeatability of the signal's spatial
distribution (Plichta et al., 2012). Repeatability of the activity withinense.
336 I. Lipp et al. / NeuroImage 86 (2014) 335–342the amygdala has been investigated in both ways, resulting in low
to medium ICC values for signal amplitude (Johnstone et al., 2005;
Manuck et al., 2007) and low values for signal distribution (Plichta
et al., 2012; Stark et al., 2004; Van den Bulk et al., 2013). Spatial
repeatability at the group-level has been shown to be higher than that
at the individual level (Plichta et al., 2012).
Low repeatability of BOLD responses can result from two factors
or their combination: a) brain responses are too unstable to show
temporal reliability (neural response variability); b) brain responses
remain stable but cannot be measured accurately (measurement
variability). If the former is true, BOLD responses in the amygdala
would not be suitable as a stable biomarker for psychiatric disorders.
However, if low repeatability is due to measurement error, or noise,
there is the potential for improvement by reﬁning the data acquisition
and analysis methods.
One important factor thatmight introduce noise in themeasurement
of BOLD within the amygdala is the physiological reaction that also
accompanies emotional responses. The recorded BOLD signal time-
course is inﬂuenced by changes in breathing and heart rate (Birn et al.,
2006, 2009; Chang and Glover, 2009; Harvey et al., 2008; Wise et al.,
2004). By recording and accounting for these changes, it is suggested
that a “cleaner” measure of neural activation can be acquired (Chang
and Glover, 2009). Another important aspect is that the stimulus-
induced BOLD contrast depends on the hemodynamic responsiveness,
blood volume and T2* (Clare et al., 2001), itself dependent on the local
ﬁeld gradients (Murphy et al., 2011; Thomason et al., 2005). Day-to-
day differences in these factors might lead to day-to-day differences in
the measured BOLD response even if the underlying neural activity
were the same. One method that has been introduced to measure BOLD
signal responsiveness independent of task is to increase the arterial CO2
level with a hypercapnic challenge (artiﬁcially regulating the CO2 level
of the environment) orwith voluntary breath-holding. Using thismethod,
cerebral blood ﬂow (CBF) is transiently increased without affecting the
oxygen consumption rate throughout the whole brain (Thomason et al.,
2005), producing a concomitant increase in BOLD signal.
The aim of this study was to investigate the between-session
repeatability of the BOLD measure during the perception of emotional
faces, and to assess whether repeatability can be enhanced by applying
physiological noise correction and measures of BOLD (vascular)
responsiveness. Following previous studies, the amygdala was chosen
as the main region of interest. The fusiform gyrus was selected as an
additional region of interest because it has been reported to be involved
in the perception of faces in general (e.g. McCarthy et al., 1997) as well
as in emotion processing (e.g. Vuilleumier and Pourtois, 2007), andwas




Fifteen (8 male) participants with a mean age of 24 (SD = 1.6)
voluntarily took part in the study having given informed, written
consent. They undertook the scanning protocol twice with a mean
interval of 23 days (range: 15–34; SD = 4.8). One participant was
excluded from all analysis involving BOLD responsiveness due to a
CO2 trace that was unusable for analysis. The study was approved by
the Cardiff University School of Medicine Research Ethics Committee.
Tasks
Emotion provocation task
The emotion perception paradigm was adapted from Surguladze
et al. (2010) and has been widely used in clinical research to investigate
emotional reactivity in mental disorders. Emotional faces selected from
the Ekman and Friesen pool (FEEST, Young et al., 2002) of 10 identities(5male: EM, JJ, NR, PE,WF; 5 female: C,MF,MO, PF, SW)were presented,
showing 50%morphed fear–neutral expression, 100% fearful expressions
or 25% morphed happy–neutral as neutral expressions (Morris et al.,
1998). Each identitywas presented six times, and each identity–emotion
combination was presented twice during the task. In order to
maintain participant attention on the presented stimuli, they were
instructed to perform a male/female categorization task responding
with a button press (index ﬁnger press for male, middle ﬁnger for
female). Stimuliwere presented for 2swith a variable pseudorandomized
inter-stimulus interval (ﬁxation cross) between 3 and 8s. Stimulus order
was pseudorandomizedwith the same intensity of emotion not occurring
more than twice in a row. The task took 8min to complete.
Breath-holding task
The breath-holding task was adapted from Murphy et al. (2011).
During the task, breathing instructions were presented on the screen,
guiding the participant through six cycles of breath-holding and
recovery, each with four different phases: paced breathing (alternating
breathing in and breathing out for 3 s each) for 18 s, end-expiration
breath-holding for 15 s, exhalation, and ﬁnal recovery (spontaneous
breathing with no breathing instructions) for 15 s. The task took 5min
to complete.
Recordings
The participants underwent gradient-echo echo-planar imaging at
3 T (GE HDx MRI System) with a T2* weighted imaging sequence
(TR= 3 s, TE= 35ms, matrix = 64 × 64, FOV/slice= 220mm, ﬂip =
90, 53 slices of 2mm with a 1mm slice gap acquired in an interleaved
order) using an eight-channel receive-only head coil. The orientation
of the axial slices was parallel to the AC–PC line. During the emotion
provocation task 154 functional image volumes were obtained, and
108 volumes were acquired during the breath-holding task. The tasks
were presented using Presentation (Neurobehavioral Systems, Albany,
CA) and rear-projected onto a screen behind the participant's head
that was visible through a mirror mounted on the head RF coil.
A T1 weighted whole-brain structural scan was also acquired
for purposes of image registration (1 × 1 × 1 mm resolution,
256 × 256× 176 matrix size). The structural image was only acquired
during session 1, and this image was used for registration for the
functional images of session 1 and session 2.
During both scanning sessions, physiological parameters were
recorded: a) the cardiac cyclewas recorded using a pulse-oximeter placed
on the left index ﬁnger, b) a respiration trace was recorded with a
pneumatic belt around the chest, c) end-tidal carbon dioxide (PETCO2)
and end-tidal oxygen (PETO2) were recorded using a nasal cannula
attached to rapidly responding gas analyzers (AEI Technologies, PA) to
provide representativemeasures of arterial partial pressures of both gases.
Data preprocessing and analysis
BOLD responses during the emotion paradigm were analyzed with
and without physiological noise correction of the BOLD fMRI time-
series data. This correction consisted of: ﬁrst applying correction of
cardiac and respiratory artifacts (RETROICOR, Glover et al., 2000) using
two cardiac, two respiratory and one interaction component, followed
by regressing out the variance related to carbon dioxide (PETCO2) level,
oxygen (PETO2) level, heart rate (HR) and respiratory volume per time
(RVT; Birn et al., 2006) using a general linear model framework. Both
steps were performed using Matlab (The MathWorks Inc., vs. R2011a).
Physiological noise correction was performed prior to preprocessing.
Both datasets (uncorrected and physiological noise corrected) were
subsequently analyzed using FEAT (FMRIB Expert Analysis Tool, v5.98,
http://www.fmrib.ox.ac.uk/fsl, Oxford University, UK). Preprocessing
steps before model ﬁtting were applied to each participant's time-
series, and included: highpass ﬁltering of the data (100 s temporal
Fig. 1. Overview of repeatability analysis. Raw data was either corrected for physiological
noise or left uncorrected. For each ROI, spatial repeatability (at the group and at the
participant level) as well as repeatability of the signal amplitude (at the participant
level) was estimated.
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correction (Jenkinson et al., 2002), spatial smoothing with a Gaussian
kernel of full-width–half-maximum 5 mm and ﬁeldmap-based EPI
unwarping using PRELUDE + FUGUE (Jenkinson, 2003, 2004; for one
person this was not performed due to problems during the acquisition
of the ﬁeldmaps). Due to the long TR (3 s), slice-time correction was
performed as recommended by Sladky et al. (2011). Functional images
were registered using FLIRT (Jenkinson and Smith, 2001) in a ﬁrst step
to the structural image with 6 degrees of freedom, and in the second
step to theMontreal Neurological Institute (MNI) spacewith 12degrees
of freedom and FNIRT non-linear (10 mm) warp (Andersson et al.,
2007a,b).
To model the emotion provocation task, three event types were
deﬁned, one for each emotion condition (i.e. neutral, 50% fear and
100% fear expressions); the ﬁxation cross periods were used as the
baseline. The model was convolved with the hemodynamic response
function (gamma convolution), and the same temporal ﬁltering was
applied to the model as to the data. Temporal derivatives of the event-
type regressors were included as regressors of no interest. The main
effects for neutral, 50% fear and 100% fear were evaluated, as well as
the contrast fear (average of 50 and 100% fear) Nneutral. Group average
maps were created with a ﬁxed effects model using FLAME. The Z
(Gaussianised T/F) statistic images were thresholded using clusters
determined by Z N 2.3 and a (corrected) cluster signiﬁcance threshold
of pb .05 (Worsley, 2001).
A region of interest (ROI) analysis was performed for the amygdala
and fusiform gyrus for both hemispheres. Anatomical masks were taken
from the WFU-PickAtlas (Version 3.0.4, Wake Forest University, School
of Medicine, Winston-Salem, North Carolina, www.ansir.wfubmc.edu).
Percent signal changes for whole brain maps and for ROIs were
computed. For each region of interest, a repeated measures ANOVA was
calculated for percent signal change within the ROI as the dependent
variable, with the emotion condition and hemisphere as independent
variables. Calculations were performed using SPSS (IBM SPSS v.19),
with a chosen signiﬁcance level of pb .05.
The breath-holding task was used to obtain a BOLD responsiveness
map for each participant, based on BOLD signal changes. The recorded
end-tidal CO2 trace obtained during the breath-holding task was
demeaned and entered as a regressor in a GLM along with its temporal
derivative. In order to obtain a measure of BOLD signal change per unit
change of CO2, the range of the ﬁtted time series (2nd–98th percentile
to minimize the inﬂuence of outliers) was divided by the range of the
end-tidal CO2 trace (2nd–98th percentile). The resulting maps were
concatenated across participants before temporal demeaning and then
entered as a voxelwise regressor in the group-level analysis (Murphy
et al., 2011). Spatial repeatability analyses at the group level for the
emotion provocation task were then conducted on the group activation
maps with and without the inclusion of the BOLD responsiveness as a
covariate across the group.
Repeatability analysis
The intraclass correlation coefﬁcient (ICC(3,1); Shrout and Fleiss,
1979) was used as a measure of repeatability. The ICC variant
ICC(3,1) was chosen because it removes mean difference over the
two times of measurement. For an overview of the repeatability
analyses see Fig. 1. ICCs were interpreted according to commonly
used guidelines (Cicchetti, 2001; see also e.g. Van den Bulk et al.,
2013) that classify values of b .41 as poor, values between .41 and .59
as fair, values between .60 and .74 as good and values N .74 as excellent.
Repeatability of the activation at the participant level: Repeatability of
signal amplitude between sessions
The mean percent BOLD signal change for each ROI was extracted
and ICCs as well as descriptive statistics were calculated using Matlab.
ICCs were tested with a signiﬁcance level set at p b .05. An additionalanalysis was conducted in order to control for changes in BOLD
responsiveness that might inﬂuence the percent signal change in the
emotion task. For each region, a linear regression was performed
between percent signal change obtained during the breath-hold task
and percent signal change obtained during the emotion task.
The residuals from this regression constitute the percent signal
change during the emotion task that cannot be explained by BOLD
responsiveness. These values were then taken to compute ICCs having
accounted for BOLD responsiveness. Since day-to-day variation in signal
dropout within the ROIs could potentially inﬂuence the obtained
repeatability measures, ICCs were also calculated for the mean signal
intensity over time and space within the ROIs. Mean signal intensity
was obtained from the time series image after all preprocessing steps
have been performed.Repeatability of the activation at the participant level: Spatial repeatability
between sessions
For each participant and each region of interest, as well as for
the whole brain, a spatial ICC was calculated for the unthresholded
Z-score maps within the respective region from the two sessions.Repeatability of the activation at the group level: Spatial repeatability
Spatial repeatability at the group-level was estimated by using the
group level unthresholded Z-score maps for session 1 and session 2
and computing a spatial ICC over all voxels within each of the regions
of interest.Task-related variance in physiological parameters
We investigated the relationship between the stimulus paradigm
and the recorded physiological parameters to uncover potential effects
of the task on the volunteer's physiology which may in turn inﬂuence
BOLD signal responses. For each participant, a linear regression was
performed between the HRF convolved stimulus time series and
the physiological signals. These included the CO2, O2, HR, and RVT
convolved with a HRF as well as the RETROICOR regressors. Since the
latter differ signiﬁcantly for each acquired slice, the regressor was
generated for a slice passing through the amygdala (this was deﬁned
for each participant separately by visual inspection). The amount of
task-correlated variation in physiological measures was deﬁned as the
shared variance (R2) between the physiological regressors and the
expected hemodynamic stimulus response model for each stimulus
condition separately as well as for the complete task (HRF-convolved
stimulus time series were summed with equal weight) and for the
338 I. Lipp et al. / NeuroImage 86 (2014) 335–342contrast fear N neutral (time series for the both fear conditions were
summed and the time series for neutral stimuli was subtracted).
Results
Behavioral results
All participants responded tomore than 97% (and over 88% correctly)
of the face stimuli during both scanning sessions, indicating that they
paid attention to the task. There were no differences in mean reaction
times (F[1,28] = 0.11, ns) between scanning sessions but there was a
trend for higher accuracy in the ﬁrst scanning session than in the second
session (F[1,28]=4.61, p=.05). Fear intensity did not have an inﬂuence
on the measures of task performance (accuracy: F[2,28] = 1.01, ns;
reaction time: F[2,28]=1.45, ns; see Fig. 2).
Task-related activation
ROI analysis
Percent signal changes relative to baseline were extracted for the
amygdala and fusiform gyrus. In both ROIs, a large variance between
participants was observed. As expected, mean signal changes were
higher within the fusiform gyrus than within the amygdala. For
descriptive statistics and between-session differences see Table 1 and
Fig. 3. Results for ANOVAS (inﬂuence of condition and hemisphere on
percent signal change in the ROIs) can be found in the Supplementary
material (Task-related activation – ROI analysis).
Exploratory whole-brain analysis
Widespread signiﬁcant BOLD activation was found during the
presentation of the facial stimuli as compared to the baseline (for
activation maps see Supplementary Figs. S1–S3). Using the whole
brain approach, no areas appeared to bemore strongly activated during
the presentation of fearful faces (both intensities combined) than the
presentation of neutral faces in either of the two scanning sessions
and independent of physiological noise correction.
Repeatability of the activation at the participant level
Repeatability of signal amplitude
In order to obtain a value for repeatability for eachROI, percent signal
changes for the amygdala and fusiform gyrus in both hemispheres were
extracted, and ICCs were computed. The highest repeatability was found
in the right amygdala formoderately fearful faceswith an ICC of .48 (p=
.03). The same analysis was performed using the dataset corrected for
physiological noise for which no signiﬁcant ICC was found (for all values
see Table 1). Regressing out breath-hold based BOLD responsiveness
measures did not increase the ICCs (see Tables S1 and S2 in the
Supplementary material).
In order to investigate whether signal dropout was the cause of this
low repeatability in the regions of interest, the ICC was also calculated
for the mean signal intensity over the whole length of the scan in
these areas (see the Methods section). The ICCs for the left and the
right amygdala were .82 (pb .001) and .92 (pb .001), respectively; and
.89 (p b .001) for the left fusiform, and .76 (p = b .001) for theFig. 2. Behavioral results. Mean and standard deviation (error bar) of reactionright fusiform, indicating excellent repeatability of mean BOLD signal
intensity.
Spatial repeatability
In order to investigate whether the distribution rather than overall
amplitude of BOLD activation is repeatable, a spatial ICC was calculated
for each person, using the two Z maps within each region of interest.
Table 2 shows the mean and standard deviation of the obtained ICCs.
The ICCs for the fusiform indicate fair spatial repeatability for the main
effect fear. Spatial repeatability in the amygdalae was poor for the
contrast fear for the uncorrected dataset (ICCN20) but could be slightly
improved for the physiological noise corrected dataset (ICCN .40).
Repeatability of the activation at the group level
For determining the repeatability at the group level, ICCs between
the two Z-maps of session 1 and session 2 were calculated for the two
regions of interest. For both, the uncorrected and the physiological
noise corrected datasets, the ICCs for the amygdala were, in general,
poor. Repeatability values for the fusiform gyrus were excellent for
both datasets (see Table 3).
Correlation between task and physiology
The shared variance between task-related signal changes and
task-related physiological changes was estimated. All task conditions
combined could explain on average 8% of the variance, while the three
conditions separately could explain on average 12% (neutral stimuli),
9% (50% fear stimuli), 9% (100% fear stimuli). All results for the analysis
on task-related variance in physiological parameters can be found in the
Supplementary material (Table S3).
Discussion
The aim of this study was to estimate the repeatability between
sessions of BOLD signal changes obtained during a widely used emotion
provocation task, and to investigate the effects of physiological noise
correction and intra-individual and inter-individual differences in BOLD
responsiveness on the repeatability indices. Overall, the repeatability
indices of signal amplitude were poor at a participant-level for
both the amygdala and the fusiform gyrus. At a group-level, the
BOLD signal showed an excellent spatial repeatability within the
fusiform gyrus. Correction for physiological noise and accounting
for BOLD responsiveness appeared to have little effect on BOLD
repeatability for the emotion task.
BOLD signal repeatability
Awidely used emotional paradigm in clinical research (e.g. Almeida
et al., 2010; Dannlowski et al., 2009; Rhodes et al., 2007; Surguladze
et al., 2010) was implemented here. Participants responded accurately
to most of the stimuli presented across emotional conditions. This
suggests that overall, participants' level of attention to the facial stimuli
during both scanning sessions was adequate. We found high inter-
individual variability of BOLD responses within the amygdala and
fusiformgyrus. As predicted, the signalwas strongerwithin the fusiformtime (left), and accuracy (right) are shown for each scan and condition.
Table 1
ROI analysis for uncorrected data. For each of the ROIs, mean and standard deviation of the percent signal change for both scanning sessions (scan 1 and scan 2), the signiﬁcance of the
between-session difference (paired t-test), the repeatability of the value (ICC) and its signiﬁcance are provided.
No correction Physiological noise correction
Area/condition M (SD) scan 1 M (SD) scan 2 p (diff) ICC (p) M (SD) scan 1 M (SD) scan 2 p (diff) ICC (p)
Left amygdala
Neutral 0.08 (0.25) 0.13 (0.20) .46 .12 (.33) 0.07 (0.16) 0.13 (0.22) .42 .01 (.49)
50% fearful 0.06 (0.17) 0.02 (0.30) .61 .05 (.43) 0.10 (0.20) 0.06 (0.23) .65 −.04
100% fearful 0.14 (0.20) 0.14 (0.16) .99 .37 (.08) 0.09 (0.20) 0.12 (0.18) .68 .29 (.14)
Fear NNeutral 0.04 (0.20) −0.04 (0.19) .37 −.56 0.04 (0.15) −0.03 (0.24) .52 −.68
Right amygdala
Neutral 0.17 (0.23) 0.10 (0.22) .38 .11 (.35) 0.14 (0.16) 0.09 (0.22) .51 .06 (.41)
50% fearful 0.14 (0.16) 0.04 (0.26) .10 .48 (.03) 0.16 (0.18) 0.06 (0.18) .12 .25 (.17)
100% fearful 0.21 (0.17) 0.07 (0.15) .01 .33 (.11) 0.14 (0.17) 0.05 (0.13) .07 .19 (.24)
Fear NNeutral 0.03 (0.17) −0.03 (0.18) .42 −.51 0.03 (0.09) −0.04 (0.17) .33 −.42
Left fusiform
Neutral 0.21 (0.32) 0.25 (0.25) .74 .12 (.32) 0.17 (0.24) 0.15 (0.20) .83 .04 (.45)
50% fearful 0.31 (0.22) 0.13 (0.35) .15 −.28 0.25 (0.28) 0.11 (0.20) .17 −.21
100% fearful 0.30 (0.18) 0.20 (0.22) .28 −.38 0.20 (0.20) 0.12 (0.17) .32 −.24
Fear N neutral 0.13 (0.32) −0.06 (0.20) .09 −.13 0.08 (0.18) −0.02 (0.12) .10 −.05
Right fusiform
Neutral 0.29 (0.30) 0.31 (0.24) .82 .09 (.37) 0.26 (0.23) 0.19 (0.24) .41 .12 (.32)
50% fearful 0.33 (0.20) 0.16 (0.30) .11 −.06 0.30 (0.25) 0.12 (0.21) .05 −.03
100% fearful 0.34 (0.25) 0.27 (0.20) .44 −.14 0.25 (0.26) 0.17 (0.16) .33 −.10
Fear N neutral 0.08 (0.27) −0.07 (0.25) .14 −.04 0.05 (0.12) −0.03 (0.17) .13 .11 (.35)
339I. Lipp et al. / NeuroImage 86 (2014) 335–342than within the amygdala. A whole-brain analysis revealed widespread
activity throughout the brain for themain effect fear, but the frequently
reported contrast fearful N neutral faces did not reveal any signiﬁcant
clusters.Fig. 3.ROI activation. Percent signal changewithin the left amygdala (top left), right amygdala (t
for the three fear intensity conditions in session 1.Repeatability of signal amplitude was low (b .40) for both regions of
interest and effects considered, with an exception of BOLD within the
right amygdala during the perception of 50% fearful faces (ICC= .48).
Similar ICC values have been reported by Schaefer et al. (2000) in theop right), left fusiformgyrus (bottom left) and right fusiformgyrus (bottomright) is shown
Table 2
1st level spatial repeatability. Voxel-based ICCs for participant level SC-maps of the main effect fear, and the contrast fear N neutral. ICCs were converted to z(r) using the Fisher-z
transformation before averaging across participants.
Left amygdala Right amygdala Left fusiform Right fusiform
Correction Fear Fear N neutral Fear Fear N neutral Fear Fear N neutral Fear Fear N neutral
Uncorrected Mean .15 .47 .13 .46 .56 .05 .57 .05
Std. .34 .08 .28 .08 .19 .20 .27 .20
Physiological noise corrected Mean .47 .20 .45 .24 .54 .04 .56 .04
Std. .05 .10 .04 .10 .25 .21 .26 .15
340 I. Lipp et al. / NeuroImage 86 (2014) 335–342left amygdala, and byManuck et al. (2007) in the right amygdala. In our
data, however, physiological noise correction decreased this ICC value
to .25, which suggests that the detected repeatability might be a result
of repeatability of task-correlated physiological variation rather than
repeatability of the neural signal in the amygdala. It is also important
to notice that even the uncorrected repeatability index was no longer
signiﬁcant when correcting for multiple comparisons.
A cause for these low repeatability indices might lie in
inhomogeneous activation within our ROIs. Therefore, the mean signal
change within an anatomically deﬁned region might not always be a
useful measure for activation, especially when it comes to bigger
regions such as the fusiform gyrus. For this reason, we also calculated
the spatial repeatability, which provides an indication for how stable
the distribution of activation is, independent of the mean signal
amplitude. This analysis resulted in fair repeatability measures in the
fusiform gyrus bilaterally, and poor results for the amygdala, which is
comparable to previously reported outcomes (Plichta et al., 2012;
Stark et al., 2004; Van den Bulk et al., 2013). Spatial repeatability could
be increased with physiological noise correction to an ICC of about .45,
which is still lower than repeatability in the fusiform gyrus. However, it
is important to acknowledge that the size of the fusiform gyrus mask
favors spatial repeatability compared to the amygdala, since it largely
extends beyond the active volume and therefore introduces more
variability of the signal within the regarded ROI. Similar results were
found when spatial repeatability was calculated for group-level
activation. The ICC was higher within the fusiform gyrus (ICCs N .80)
than in the amygdala (ICCs b .51), which might also be a result of more
variability of group activation level within the fusiform gyrus. Our
group-level repeatability in the amygdala is slightly lower than
previously reported by Plichta et al. (2012)who used a different emotion
task and implemented a block design.Inﬂuence of physiological noise correction and BOLD responsiveness
Physiological noise correction did not improve repeatability of
the BOLD response amplitude. The correction decreased the variance
of the fMRI time series in the gray matter by about 15%, which
means that physiological parameters are likely to have affected the
BOLD response. There are several possible explanations for why the
repeatability was not improved. Firstly, if physiological noise did not
affect the estimated mean task-related BOLD signal in each session,
even by accounting for this physiological noise contribution the BOLDTable 3
2nd level repeatability. Voxelbased ICCs for group level Z-maps of the main effect fear, and the
Left amygdala
Correction Fear Fear N ne
Uncorrected without BOLD responsiveness regressor .18⁎ .43⁎
Uncorrected with BOLD responsiveness regressor .17⁎ .40⁎
Physiological noise corrected without BOLD responsiveness regressor .34⁎ −.02
Physiological noise corrected with BOLD responsiveness regressor .20⁎ .19⁎
⁎ p b .001.signal changes across the group would not be affected. However,
physiological noise correction did lead to an improvement of spatial
repeatability for themain effect fear in the amygdala, which suggests
that this correction is having a positive effect on the data, albeit
small.
Secondly, it is possible that the physiological noise correction did
improve the quality of the obtained signal, but also took out variance
shared by neural responses and physiological measures (Birn et al.,
2009). In fact we showed that physiological factors accounted for
approximately 10% of variation in the predicted BOLD signal (i.e.
the task regressor), which suggests that the task has an effect on
the physiological measures. If this shared variance contributes to
repeatability, then physiological noise correction might even decrease
the ICC. In fact, this appeared to be the case for the right amygdala.
Thirdly, it is possible that physiological noise correction did improve
the quality of the fMRImeasure of neural activity, but that this neuronal
response is not temporally stable. A lack of stability of the neural
response to the stimuli might be partly caused by habituation effects.
Signiﬁcant decrease in activation from session 1 to session 2 was
observed in the right amygdala during the perception of fearful images
(Table 1). Habituation of the amygdala has been frequently observed,
and it seems to be particularly strong in the right hemisphere (Phillips
et al., 2001; Wright et al., 2001). The ICC(3,1) that we used to calculate
repeatability takes systematic mean differences between the sessions
into account, however, individual differences in habituation would
still result in low repeatability indices. Additionally, the decrease of
signal amplitude leads to a lower signal-to-noise ratio of the BOLD
signal, which might affect repeatability. To further investigate whether
habituation could have affected our repeatability measure, we re-ran
our analyses only considering the ﬁrst half of the emotional task
(for results see Table S4 in the Supplementary material). The rationale
behind this approach is that habituation can also happen throughout a
scanning session (e.g. Wright et al., 2001) and therefore the ﬁrst half
of either session might be less affected by habituation and may provide
a higher signal-to noise ratio (SNR) of the measure. Overall, this
approach did not lead to an increase in repeatability, despite producing
larger BOLD responses (see Supplementary Table S3). This result also
suggests that a lower signal-to-noise ratio is unlikely to be the cause
of the low repeatability result.
Adding our breath-hold based measure of BOLD responsiveness to
the analysis did not result in higher estimates of repeatability. This
suggests that low repeatability is not accounted for by day-to-day
differences in our BOLD responsiveness measure.contrast fear N neutral.
Right amygdala Left fusiform Right fusiform
utral Fear Fear N neutral Fear Fear N neutral Fear Fear N neutral
.39⁎ −.04 .84⁎ .23⁎ .87⁎ .05
.32⁎ .01 .84⁎ .18⁎ .86⁎ −.16
.47⁎ −.15 .86⁎ .22⁎ .86⁎ .03
.50⁎ −.09 .87⁎ .17⁎ .84⁎ −.03
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We showed that performing physiological noise correction and
taking BOLD responsiveness into account do not improve repeatability.
To investigate the possibility that low repeatability is caused by
different amounts of signal dropout in the two sessions, repeatability
was also calculated for the whole session-mean signal within the two
ROIs. In this case, repeatability indices were high (ICCs N .75). Taking
all the results together, the low repeatability does not seem to be caused
by physiological noise, signal-dropout or low signal-to-noise ratio of the
scanner, but by either other sources of noise or by a lack of temporal
stability of the neural response. If the latter is the case, our results
suggest caution in considering BOLD responses in the amygdala or
fusiform gyrus triggered by emotional expressions as a potential
biomarker for psychiatric disorders.
Limitations and future directions
Participants of this study were all healthy young volunteers and
even though a considerable variability in the scores was observed, a
more diverse sample (e.g. including patients) might have provided an
even broader distribution of activation measures, thus allowing a
more sensitive assessment of between session repeatability. Also for
this particular sample the contrast fear Nneutral did not reveal the oft-
reported activation within areas such as the amygdala (Costafreda
et al., 2008). It is important to consider that our sample is not
comparable to the high anxious samples that are often used in clinical
research where this contrast is frequently investigated; although our
group should not be much different from any control group included
in clinical studies. Also, we implemented a fairly standard task design
with regard to stimulus duration, inter-stimulus interval, number of
stimuli, and MRI acquisition parameters (e.g. Fu et al., 2007; Lawrence
et al., 2004; Surguladze et al., 2005, 2010). As it is the case for most
study designs, we did not optimize our acquisition protocol for the
detection of amygdala activation but rather for a whole-brain analysis.
This might have resulted in reduced power to detect BOLD responses
in the amygdala and therefore affected our repeatability measures.
However, this triggers the question whether the most common way in
which these parameters are used in clinical research represent an
appropriate approach.
Another limitation of this study is that we assumed that the
physiological noise correction would increase the reliability of the
measured neural responses. However, wewere able to also demonstrate
that physiological variation is correlated with the task, at least in some
participants. This means that physiological noise correction may reduce
the apparent signiﬁcance of neurally driven signal changes. Methods
need to be developed to distinguish signals of neural origin from non-
neuronal physiological effects of the task. However, overall we would
recommend performing physiological noise correction since it may
increase power to detect task-related activation, as suggested in the
current dataset and remains a conservative strategy only being likely to
reduce false positives rather than increase them.
Furthermore, it has to be noted that our results apply to a speciﬁc
emotion provocation task that has been widely used in the mental
disorders ﬁeld. However, a variety of other tasks that intend to trigger
emotional responses have been developed and implemented in clinical
research. It is possible, that BOLD responses elicited during these other
paradigms show better repeatability indices than the ones reported
here.
Summary and conclusions
We found low repeatability of activation in the amygdala and
fusiform gyrus during emotion processing, as had been previously
reported.We also showed here that repeatability of the signal amplitude
did not improve by accounting for physiological noise or day-to-daydifferences in BOLD responsiveness as assessed with a breath-holding
task. This indicates that other unaccounted-for sources of noise are
more inﬂuential than the ones here considered, or simply that the neural
activity underlying BOLD signal is not temporally stable, questioning the
utility of thesemeasures in the study of biomarkers formental disorders.
Further research is needed to identify other potential factors that could
be accounted for in order to increase the repeatability of BOLDmeasures
in these brain areas, and therefore make themmore suitable biomarkers
for mental conditions.
Supplementary data to this article can be found online at http://dx.
doi.org/10.1016/j.neuroimage.2013.10.015.
Acknowledgments
IL is grateful to the Cardiff University President's Research Scholarship
scheme for its support. KM thanks the Wellcome Trust for his Career
Development Fellowship and RW and XC acknowledge the support of
the Higher Education Funding Council for Wales.
References
Almeida, J.R.C., Versace, A., Hassel, S., Kupfer, D.J., Phillips, M.L., 2010. Elevated amygdala
activity to sad facial expressions: a state marker of bipolar but not unipolar
depression. Biol. Psychiatry 67 (5), 414–421.
Andersson, J.L.R., Jenkinson, M., Smith, S.M., 2007a. Non-linear optimisation. FMRIB
Technical Report TR07JA1.
Andersson, J.L.R., Jenkinson, M., Smith, S.M., 2007b. Non-linear registration, aka spatial
normalisation. FMRIB Technical Report TR07JA2.
Birn, R.M., Diamond, J.B., Smith, M., Bandettini, P., 2006. Separating respiratory-variation-
related ﬂuctuations from neuronal activity-related ﬂuctuations in fMRI. NeuroImage
31, 1536–1548.
Birn, R.M., Murphy, K., Handwerker, D., Bandettini, P., 2009. FMRI in the presence of task-
correlated breathing variations. NeuroImage 47 (3), 1092–1104.
Caceres, A., Hall, D.L., Zelaya, F.O., Williams, S.C.R., Mehta, M., a., 2009. Measuring fMRI
reliability with the intra-class correlation coefﬁcient. NeuroImage 45 (3), 758–768.
Chang, C., Glover, G.H., 2009. Relationship between respiration, end-tidal CO2, and BOLD
signals in resting-state fMRI. NeuroImage 47 (4), 1381–1393.
Cicchetti, D.V., 2001. The precision of reliability and validity estimates re-visited:
distinguishing between clinical and statistical signiﬁcance of sample size requirements.
J. Clin. Exp. Neuropsychol. 23 (5), 695–700.
Clare, S., Francis, S., Morris, P.G., Bowtell, R., 2001. Single-shot T2(*) measurement to
establish optimum echo time for fMRI: studies of the visual, motor, and auditory
cortices at 3.0 T. Magn. Reson. Med. 45 (5), 930–933.
Costafreda, S.G., Brammer, M.J., David, A.S., Fu, C.H.Y., 2008. Predictors of amygdala
activation during the processing of emotional stimuli: a meta-analysis of 385 PET
and fMRI studies. Brain Res. Rev. 58 (1), 57–70.
Dannlowski, U., Ohrmann, P., Konrad, C., Domschke, K., Bauer, J., Kugel, H., Hohoff, C., et
al., 2009. Reduced amygdala–prefrontal coupling in major depression: association
with MAOA genotype and illness severity. Int. J. Neuropsychopharmacol. 12 (1),
11–22.
Fu, C.H., Williams, S.C., Brammer, M.J., Suckling, J., Kim, J., Cleare, A.J., Walsh, N.D.,
Mitterschiffthaler, M.T., Andrew, C.M., Pich, E.M., Bullmore, E.T., 2007. Neural
responses to happy facial expressions in major depression following antidepressant
treatment. Am. J. Psychiatry 164 (4), 599–607.
Glover, G.H., Li, T.Q., Ress, D., 2000. Image-based method for retrospective correction of
physiological motion effects in fMRI: RETROICOR. Magn. Reson. Med. 44 (1),
162–167.
Harvey, A.K., Pattinson, K.T., Brooks, J.C., Mayhew, S.D., Jenkinson, M., Wise, R.G., 2008.
Brainstem functional magnetic resonance imaging: disentangling signal from
physiological noise. J. Magn. Reson. Imaging 28 (6), 1337–1344.
Jenkinson, M., 2003. A fast, automated, n-dimensional phase unwrapping algorithm.
Magn. Reson. Med. 49 (1), 193–197.
Jenkinson, M., 2004. Improving the registration of B0-distorted EPI images using
calculated cost function weights. Tenth. Int. Conf. on Functional Mapping of the
Human Brain.
Jenkinson, M., Smith, S., 2001. A global optimisation method for robust afﬁne registration
of brain images. Med. Image Anal. 5 (2), 143–156.
Jenkinson, M., Bannister, P., Brady, M., Smith, S., 2002. Improved optimization for the
robust and accurate linear registration and motion correction of brain images.
NeuroImage 17 (2), 825–841.
Johnstone, T., Somerville, L.H., Alexander, A.L., Oakes, T.R., Davidson, R.J., Kalin, N.H.,
Whalen, P.J., 2005. Stability of amygdala BOLD response to fearful faces over multiple
scan sessions. NeuroImage 25 (4), 1112–1123.
Lawrence, N.S., Williams, A.M., Surguladze, S., Giampietro, V., Brammer, M.J., Andrew, C.,
Frangou, S., Ecker, C., Phillips, M.L., 2004. Subcortical and ventral prefrontal cortical
neural responses to facial expressions distinguish patients with bipolar disorder
and major depression. Biol. Psychiatry 55 (6), 578–587.
Manuck, S.B., Brown, S.M., Forbes, E.E., Hariri, A.R., 2007. Temporal stability of individual
differences in amygdala reactivity. Am. J. Psychiatry 164 (10), 1613–1614.
342 I. Lipp et al. / NeuroImage 86 (2014) 335–342McCarthy, G., Puce, A., Gore, J.C., Allison, T., 1997. Faces-speciﬁc processing in the human
fusiform gyrus. J. Cogn. Neurosci. 9 (5), 605–610.
Morris, J.S., Friston, K.J., Buechel, C., Frith, C.D., Young, W., Calder, J., Dolan, R.J., 1998. A
neuromodulatory role for the human amygdala in processing emotional facial
expressions. Brain 121 (1), 47–57.
Murphy, K., Harris, A.D., Wise, R.G., 2011. Robustly measuring vascular reactivity
differences with breath-hold: normalising stimulus-evoked and resting state BOLD
fMRI data. NeuroImage 54 (1), 369–379.
Phan, K.L., Wager, T., Taylor, S.F., Liberzon, I., 2002. Functional neuroanatomy of emotion:
a meta-analysis of emotion activation studies in PET and fMRI. NeuroImage 16 (2),
331–348.
Phillips, M.L., Medford, N., Young, W., Williams, L., Williams, S.C., Bullmore, E.T., Gray, J.,
Brammer, M.J., 2001. Time courses of left and right amygdalar responses to fearful
facial expressions. Hum. Brain Mapp. 12 (4), 193–202.
Phillips, M.L., Drevets, W.C., Rauch, S.L., Lane, R., 2003. Neurobiology of emotion
perception II: implications for major psychiatric disorders. Biol. Psychiatry 54 (5),
515–528.
Plichta, M.M., Schwarz, A.J., Grimm, O., Morgen, K., Mier, D., Haddad, L., Gerdes, A.B.M., et
al., 2012. Test–retest reliability of evoked BOLD signals from a cognitive–emotive
fMRI test battery. NeuroImage 60 (3), 1746–1758.
Rhodes, R., Murthy, N.V., Dresner, M.A., Selvaraj, S., Stavrakakis, N., Babar, S., Cowen, P.J., et
al., 2007. Human 5-HT transporter availability predicts amygdala reactivity in vivo.
J. Neurosci. 27 (34), 9233–9237.
Schaefer, S.M., Abercrombie, H.C., Lindgren, K., Larson, C.L., Ward, R.T., Oakes, T.R., Holden,
J.E., Perlman, S.B., Turski, P., Davidson, R.J., 2000. Six-month test–retest reliability of
MRI-deﬁned PET measures of regional cerebral glucose metabolic rate in selected
subcortical structures. Hum. Brain Mapp. 10 (1), 1–9.
Shrout, P., Fleiss, J., 1979. Intraclass correlations: uses in assessing rater reliability. Psychol.
Bull. 86 (2), 420–428.
Sladky, R., Friston, K.J., Tröstl, J., Cunnington, R., Moser, E., Windischberger, C., 2011. Slice-
timing effects and their correction in functional MRI. NeuroImage 58, 588–594.Smith, S., 2002. Fast robust automated brain extraction. Hum. Brain Mapp. 17 (3),
143–155.
Stark, R., Schienle, A., Walter, B., Kirsch, P., Blecker, C., Ott, U., Schaefer, A., Sammer, G.,
Zimmermann, M., Vaitl, D., 2004. Hemodynamic effects of negative emotional
pictures — a test–retest analysis. Neuropsychobiology 50 (1), 108–118.
Surguladze, S., Brammer, M.J., Keedwell, P., Giampietro, V., Young, A.W., Travis, M.J.,
Williams, S.C., Phillips, M.L., 2005. A differential pattern of neural response toward
sad versus happy facial expressions in major depressive disorder. Biol. Psychiatry
57 (3), 201–209.
Surguladze, S., Marshall, N., Schulze, K., Hall, M.-H., Walshe, M., Bramon, E., Phillips, M.L.,
et al., 2010. Exaggerated neural response to emotional faces in patients with bipolar
disorder and their ﬁrst-degree relatives. NeuroImage 53 (1), 58–64.
Thomason, M.E., Burrows, B.E., Gabrieli, J.D.E., Glover, G.H., 2005. Breath holding reveals
differences in fMRI BOLD signal in children and adults. NeuroImage 25 (3), 824–837.
Van den Bulk, B.G., Koolschijn, P.C.M.P., Meens, P.H.F., Van Lang, N.D.J., Van der Wee, N.J.,
Rombouts, S.R.B., Vermeiren, R.R.J.M., et al., 2013. How stable is activation in the
amygdala and prefrontal cortex in adolescence? A study of emotional face processing
across three measurements. Dev. Cogn. Neurosci. 4, 65–76.
Vuilleumier, P., Pourtois, G., 2007. Distributed and interactive brain mechanisms during
emotion face perception: evidence from functional neuroimaging. Neuropsychologia
45, 174–194.
Wise, R.G., Ide, K., Poulin, M.J., Tracey, I., 2004. Resting ﬂuctuations in arterial carbon
dioxide induce signiﬁcant low frequency variations in BOLD signal. Neuroimage 21
(4), 1652–1664.
Worsley, K.J., 2001. Statistical analysis of activation images. In: Jezzard, P., Matthews, P.M.,
Smith, S.M. (Eds.), Functional MRI: An Introduction to Methods. OUP.
Wright, C.I., Fischer, H., Whalen, P.J., McInerney, S.C., Shin, L.M., Rauch, S.L., 2001.
Differential prefrontal cortex and amygdala habituation to repeatedly presented
emotional stimuli. Neuroreport 12 (2), 379–383.
Young, A., Perret, D., Calder, A., Sprengelmeyer, R., Ekman, P., 2002. Facial Expressions of
Emotion: Stimuli and Tests (FEEST). Thames Valley Test Company, Bury St. Edmunds.
